Background: Serum protein glycosylation is an area of investigation in inflammatory arthritic disorders such as rheumatoid arthritis (RA). Indeed, some studies highlighted abnormalities of protein glycosylation in RA. Considering the numerous types of enzymes, monosaccharides and glycosidic linkages, glycosylation is one of the most complex post translational modifications. By this work, we started with a preliminary screening of glycoproteins in serum from RA patients and controls.
disease [2] . The articular inflammatory load and autoimmunity bring to the destructive progression of the disease. The latest American and European College of Rheumatology (ACR/EULAR) criteria for classification focused on features at earlier stages of disease considering the importance for earlier diagnosis and the introduction of effective disease-suppressing therapy such as the disease modifying antirheumatic drugs (DMARDs) [2] . Since the eighties, research on serum protein glycosylation has been an area of investigation in inflammatory arthritis diseases. Indeed, removal of terminal sugar residues (sialic acid and galactose) of human IgG glycosylated chains has been extensively studied and described as playing a pathogenic role in RA [3, 4] . Moreover, these changes followed the disease remission during pregnancy and treatment [5, 6] . Protein glycosylation, namely the covalent attachment of carbohydrate residue, is one of the most common post translational modification which influences structure, stability and function of proteins. Glycosylation is not under genetic control and its level reflects glycosidases and glycosyltransferases activity. The non-enzymatic glycosylation, referred as glycation, can also occur and is related to pathophysiological conditions [7] [8] [9] . It has been estimated that at least 16 enzymes, 13 different monosaccharides and 8 amino acid types participate in the formation of approximately 41 diverse glycosidic linkages, contributing to make glycosylation one of the most elaborate post translational modifications of proteins [10, 11] . Therefore, there are different subtypes of glycosylation, for which N-and O-linked glycosylation are the most characterized. N-Glycosylation is the specific bond of glycans to the amide residue of an asparagine in Asn-X-Ser/Thr sequence (X amino acid cannot be proline). O-Glycosylation is the specific and covalent bond of glycans onto oxygen of a Ser or a Thr residue [12, 13] . N-and O-linked glycosylation are finely regulated by transcriptional control of glycosyltransferases and glycosidases and their accessibility to substrates but also by the spatial compartmentalization of components related to glycosylation machinery [13, 14] . Aberrant glycosylation can occur in pathological conditions such as cancers [15, 16] and inflammation [11, [17] [18] [19] . Heretofore, some studies highlighted abnormalities of protein glycosylation in RA [20] [21] [22] and, recently, the shift in the glycosylation profile of serum transferrin in RA has been proposed as a biochemical marker of RA activity [23] . Therefore, with this work, we started with a preliminary screening of glycoproteins in serum from RA patients and healthy controls with a proteomics approach, followed by validation on early RA (ERA). Indeed, the current model for the treatment of the disease is to manage patients in the early stages of RA. Undoubtedly, patients benefit from an early diagnosis and treatment of RA which can decrease the progress of joint damage up to 90% [24] . We focused our attention on two glycoproteins found in the explorative phase: corticosteroid-binding globulin (CBG) and lipopolysaccharide (LPS)-binding protein (LBP). CBG, also known as transcortin or serpin 6, is the major carrier for glucocorticoids, binding up to 80% of circulating cortisol [25] . CBG has a key role in targeted cortisol delivery in RA and its steroid-binding activity is influenced by glycosylation [26, 27] . LBP is an acute phase protein which takes part to the innate immune response. Since 1995, LBP has been suggested as a new marker of synovial inflammation, playing a major role in joint disorders, and its levels in serum were found significantly higher in patients with RA [28, 29] . Moreover, recently, LBP has been proposed as a sensitive serum biomarker to evaluate RA disease activity [30] . Hence, the aim of the present study has been to assess the glycosylation changes of CBG and LBP in a larger cohort of ERA patients, and to evaluate their association with clinical characteristics and with the response to a treatment of 12 months. The goal was to succeed in verifying if glycosylation changes can reflect the course of RA.
Methods

Experimental design
This glycoproteomics study can be divided in two main consecutive phases (i) the explorative phase and (ii) the validation phase ( Fig. 1 ). The explorative phase was aimed to highlight glycosylation changes in RA respect to healthy volunteers (HV). For this purpose, glycoproteins were isolated from serum samples (15 RA, 15 HV) by using wheat germ agglutinin (WGA), a lectin with high affinity for sialic acid, and analysed by a proteomics approach, LC-MS/MS. The statistical analysis of proteomics data and ELISA assays let us to focus on two glycoproteins whose sialylation level was modified in RA respect to HV: CBG and LBP. Afterwards, in the validation phase, ELISA assays were carried out to assess if these glycosylation changes could be confirmed in a bigger cohort of subjects (90 RA, 90 HV) and to evaluate the status of glycosylation of both proteins after 1 year of treatments.
Patients
Glycoproteins selection
With the purpose of the glycoproteins selection, 15 women were consecutively recruited through hospital outpatient clinics. All RA patients fulfilled established diagnostic criteria of ACR/EULAR (2010) as described [2] . Fifteen HV matched for age, sex and BMI were also recruited for the control group. Demographic, epidemiologic and treatment data of HV and RA patients are summarized in Table 1 . The study protocol was approved by the local institutional review boards of CHU Hospital of Liège (Research Ethics Committee-human protocol #2005-020-Principal Investigator: Prof M. Malaise).
Treatment response
In order to evaluate the treatment response, 90 patients suffering from ERA, of the CAP48 cohort, were included in the study and blood samples were collected at time 0 (T0) and after 12 months of treatment (T12). The CAP48 cohort included ERA patients younger than 50 years old, with a disease duration < 3 months and naïve to DMARDs therapy. Ninety HV paired for age and sex were included as control subjects. The study was approved by Ethics Committee of the Cliniques Universitaires Saint-Luc (Bruxelles; Study No. B403201317717). Table 2 summarizes the data of participants which were included in the validation phase of the study.
Samples collection
Human blood samples were collected in standard conditions and allowed to coagulate in plain glass tubes. Serum was obtained after centrifugation at 2800 rpm for 10 min, room temperature. Supernatants were aliquoted and stored at − 80 °C until use.
Chemicals
The Glycoprotein Isolation kit WGA and Concanavalin A (ConA), and ECL chemiluminescent reagents were Twenty-five microlitre of each pool were used for WGA and other 25 μL were used for ConA. For the validation phase, 90 sera from ERA at T0 and 90 sera from the same ERA patients at time T12, were individually processed with WGA. Isolation was carried out according to the manufacturer's instructions of the kit and glycoproteins were eluted in 400 μL. Eluate and flow-through were immediately aliquoted and stored at − 80 °C until further use.
Glycoproteomics
For glycoproteomics, we prepared 3 pools for each class of analysis (RA and HV), and each pool included 5 samples. Eluates of each pool obtained after glycoprotein enrichment (with WGA or ConA, separately) were analysed by a proteomic approach. The total protein content of each pool was determined using RC DC kit according manufacturers recommendations (Biorad, Hercules, CA). Fifteen microgram of each pool were adjusted to 30 µL volume with 50 mM ammonium bicarbonate solution. The samples were reduced by adding dithiothreitol (DTT) at 10 mM and incubated for 40 min at 56 °C under agitation; they were then alkylated using iodoacetamide (IAM) at 20 mM final concentration for 30 min at room temperature and protected from the light. A second reduction was carried out for 5 min at room temperature by adjusting the DTT concentration to 21 mM final concentration. The proteins were precipitated using the 2D clean-up kit (GE Healthcare, Chicago, IL) following manufacturers recommendations. The proteins pellets were resuspended in 50 mM ammonium bicarbonate and digested overnight using a 1/50 w/w trypsin (Pierce Proteomics Grade, Thermo Scientific)/proteins ratio at 37 °C under stirring. A second digestion step was carried out using a 1/100 (w/w) trypsin/proteins ratio and 80% acetonitrile (v/v) at 37 °C during 3 h under stirring. Digestion was stopped by adding trifluoroacetic acid (TFA) at 0.5% final (v/v). The samples were then dried under vacuum using a speedvac (Thermo Scientific, Bremen, Germany). The peptides were resuspended in water acidified with 0.1% (v/v) TFA. An aliquot corresponding to 3.5 µg was purified using C18 tips (Pierce, Thermo Scientific) and then dried. The sample were resuspended in 100 mM ammonium formate pH 10 at 2.5 µg per 9 µL and internal standard Mass Prep Digestion Standard (Waters, Milford, MA) was added in each sample at an amount of 150 fmol ADH per 9 µL. 2.5 µg of proteins (9 µL) were injected onto the 2D-nanoAcquity UPLC system (Waters, Milford, MA) hyphenated to a Q Exactive quadrupole orbitrap mass spectrometer (Thermo Scientific, Bremen, Germany) operated in positive nanoelectrospray. The configuration of the 2D-nanoUPLC system was a reversed phase pH 10 and reversed phase pH 3-based two dimension separation. The first dimension separation was made on an X-Bridge BEH C18 5 μm column (300 μm × 50 mm). The trap column Symmetry C18 5 μm (180 μm × 20 mm) and analytical column HSS T3 1.7 μm (75 μm × 250 mm) (Waters, Milford, CA) were used after an online dilution to lower pH values. The samples were loaded at 2 μL/ min (20 mM ammonium formate solution adjusted to pH 10) on the first column and subjected to three isocratic elution steps (13.3%, 19% and 65% acetonitrile). Each eluted fraction was desalted on the trap column after a ten times online dilution to pH 3 and subsequently separated on the analytical column; flow rate 250 nL/min, solvent A (0.1% formic acid in water) and solvent B (0.1% formic acid in acetonitrile) with a linear gradient: 0 min, 99% A; 5 min, 93% A; 140 min, 65% A. The total run time for each of the fractions obtained by isocratic elution was 180 min. The LC eluent was directly electrosprayed from the analytical column at 2.1 kV voltage through the liquid junction of the nanospray source. The chromatography system was coupled to a Thermo Scientific Q Exactive Hybrid Quadrupole-orbitrap mass spectrometer (Thermo Scientific, Bremen, Germany), programmed for data-dependent acquisition mode. The mass spectrometer method was a Top12 MS/MS method, meaning that the spectrometer acquired one full MS spectrum, selected the 12 most intense peaks in this spectrum (singly charged precursors excluded) and made a full MS2 spectrum of each of these 12 compounds. The parameters for MS spectrum acquisition were: mass range from 400 to 1750 m/z, resolution of 70,000 (full width at half maximum), AGC target of 1 × 106 or maximum injection time of 200 ms. The parameters for MS/MS spectrum acquisition were: isolation window of 2.0 m/z, ion trap higher energy collision dissociation (HCD) fragmentation normalized collision energy (NCE) of 25, resolution of 17,500, AGC target of 1 × 105 or maximum injection time of 50 ms, dynamic exclusion: 10 s.
Proteins were identified using MaxQuant v.1.5.5.1 and quantified using Label-Free Quantification determination [31] . The main parameters were: database Uniprot restricted to human taxonomy (20, 199 sequences, downloaded in January 2015), PSM and protein FDR of 1%, carbamidomethylation of cysteines as fixed modifications, Oxidation of Methionine and Acetylation of protein N-Term as variable modifications, minimum 2 peptides per protein including at least one unique peptide, match between run with a matching window of 0.7 min and an alignment window of 20 min.
ELISA
The levels of CRP, SAA, LBP and CBG were detected by commercial ELISA kits according to the manufacturer's instructions. The calibration ranges were 15.6-1000 pg/ mL, 9.4-600 ng/mL, 0.78-50 ng/mL and 3.13-200 ng/ mL for CRP, SAA, LBP and CBG, respectively. Serum was diluted 1:50,000, 1:1000, 1:1500, 1:500 for CRP, SAA, LBP and CBG respectively. The dilution for the eluate, after glycoprotein isolation with WGA and ConA, was 1:50. All experiments were performed in triplicate.
Deglycosylation
Eluate and flow-through, obtained from WGA enrichment, were deglycosylated by PNGase F. First, samples were denatured during 10 min at 100 °C with Glycoprotein Denaturing Buffer (0.5% SDS, 40 mM DTT). Then, sodium phosphate (50 mM, pH 7.5), 1% NP-40 and PNGase F (450 U) were added to digest proteins for 1 h at 37 °C. The reaction was stopped by freezing. The treatment of eluates with neuraminidase required incubation (3 h, 37 °C) of samples with 2 U of enzyme at pH 5.5, according to the manufacturer's instructions. The reaction was stopped by heating for 5 min at 100 °C. Products of reaction were visualized by western blot analysis. 
Results
Experimental plan
In this study, we hypothesized that removal of terminal sugar residue (i.e. sialic acid) can occur for some glycoproteins, as already observed for IgG immunoglobulins. Accordingly, glycoproteins were enriched using two different lectins, WGA and ConA, described for their high affinity for sialic acid and mannose residues, respectively [32] [33] [34] . ConA was only used for normalization process as it was expected to remain constant in both groups.
Truncated glycoproteins without terminal sialic acid residue were not retained on lectin WGA in the RA group compared to healthy controls, whereas same glycoproteins were retained on ConA lectin via their mannose residues in both groups. The following ratio for each glycoprotein level was calculated indicating the highest rate of desialylation: [(RA/HV) WGA /(RA/HV) ConA ] −1 if the ratio was > 1 and the highest rate of sialylation if the ratio was < 1.
This glycoproteomics study was divided in two phases (i) the explorative phase and (ii) the validation phase (Fig. 1) . The explorative phase was dedicated to the identification by LC-MS/MS of desialylated glycoproteins isolated by lectin WGA from serum samples of RA patients (n = 15) compared to healthy controls (n = 15). After statistical analysis of proteomic data, two glycoproteins, CBG and LBP were selected as potential candidates presenting altered glycosylated residues in RA. They were confirmed by ELISA for each individual samples [RA (n = 15); HV (n = 15)] as potential candidates for the validation phase. In the validation phase, we have investigated the desialylation of CBG and LBP in ERA sera (n = 90) compared to controls (n = 90) and the status of glycosylation of both proteins after 1 year of treatments (n = 90).
Exploratory phase Glycoproteomics
Serum samples of RA patients (n = 15) and healthy controls (n = 15) were merged in 3 pools of 5 patients for each group, and loaded on lectin (WGA or ConA, separately) resins for glycoproteins enrichment. Glycoproteins eluates were then analysed by 2D-UPLC-Orbitrap Table 3 ). Some glycoproteins are represented in Fig. 2a . CBG and LBP glycoproteins were selected according to their role described in RA [25] [26] [27] [28] [29] . Their level of expression and glycosylated status were confirmed by ELISA for each sample before and after enrichment by lectins ( Fig. 2b) . For CBG, glycosylated protein levels were significantly decreased in RA compared to the healthy control group (P-value = 0.03) after WGA enrichment, whereas total levels of CBG in crude serum were not significant between RA and the healthy control group. For LBP, glycosylated protein levels were significantly decreased in RA compared to the control group (P-value = 0.002) after WGA enrichment, whereas total levels of LBP in crude serum were statistically increased between RA and control group (P-value = 0.03).
Glycoprotein enrichment
To evaluate the efficiency of glycoproteins enrichment, a western blot was performed on the eluate and flowthrough for both CBG and LBP glycoproteins (Fig. 3a,  b ). As expected, glycosylated CBG (66 kDa) was enriched in the elution fraction and was not present in the flowthrough (Fig. 3a) . When treated with PNGase F, the eluate showed that CBG molecular weight (MW) decreased from 66 to 44 kDa, while no change was found in the flow-through (Fig. 3a) . For LBP, we detected in the eluate and flow-through two distinct bands with different MW, 67 and 61 kDa respectively (Fig. 3b ). Moreover, after deglycosylation, we observed for both fractions the LBP at 52 kDa, which is the theoretical MW for LBP (Fig. 3b ). This experiment illustrates that WGA lectins were not saturated by glycoproteins of interest in ERA and healthy control conditions. For CBG, PNGase F digestion experiment indicates that the eluate contains the glycosylated form of the protein whereas the flow-through contains the non-glycosylated form. For LBP, two different glycosylated forms are present, one is retained by the WGA lectin whereas the other one is not, but both are digested by PNGase F.
Desialylation
In order to validate that CBG and LBP linked to WGA contained sialic acid, we performed neuraminidase treatment. We used neuraminidase from Arthrobacter ureafaciens which cleaves sialic acids residues by hydrolysis of After desialylation we observed that CBG and LBP molecular weight shifted from 66 to 62 kDa and from 67 to 64 kDa, respectively, which demonstrated that glycoproteins retained by WGA actually contained terminal sialic acid residues (Fig. 4) .
Validation phase and treatment response
Markers of inflammation
Before the validation phase, we quantified two acutephase proteins, CRP and serum amyloid A proteins in sera of the validation cohort. Both proteins levels increased in patients population at time T0 compared to healthy controls (P-value ≤ 0.001); moreover, after 12 months of treatment, their values decreased significantly (both P-value ≤ 0.001), while that between HV and T12 were not significant (Fig. 5a) . Then, the patients were divided in good (R, n = 44) and non (NR, n = 46) responders according to the EULAR good response observed at T12 (Additional file 1), defined as an improvement > 1.2 in the DAS28-CRP from baseline (T0), and a DAS attained during follow-up (T12) < 3.2 [35] [36] [37] . All patients that filled these criteria were included in the R group, all the others in the NR group. Patients of our cohort showed a mean of DAS28-CRP of 4.6 at T0 for the R group which decreased to 1.9 at T12, while the mean was 4.2 in the NR group, decreasing to 3.5 after treatment. In the R group there were 82% of patients in remission (DAS28-CRP ≤ 2.6) at T12 and 19% in the NR group.
When we examined the variation in R and NR groups, CRP and SAA levels decreased significantly in the group of R between T0 and T12 (P-value ≤ 0.001) but not in the NR group (Fig. 5b) . Moreover we observed a positive correlation between DAS28-CRP and CRP (Spearman's rank correlation coefficient 0.514; P-value = 2.98e −07 ), and SAA (Spearman's rank correlation coefficient 0.474; P-value = 3.05e −06 ) ( Table 4 ). It is noteworthy to observe that higher levels of CRP and SAA at T0 are related to better response to treatment. Indeed, in the R group respect to NR group, we can observe a higher correlation between CRP (T0) and ΔCRP (T0-T12), the same observation has done for SAA (Additional file 2). In addition, there are significantly higher levels of CRP and SAA in T0 for the R group respect to NR group, with a P-value of 0.006 and 0.0009, respectively (R_T0 vs NR_T0, unpaired t-test).
Validation of the glycoproteins CBG and LBP levels in response to treatment
The validation of CBG and LBP levels after glycoprotein enrichment by WGA was widened on a larger cohort of ERA patients (n = 90) and healthy controls (n = 90), but also analysing the response to treatment after 12 months. Accordingly, CBG and LBP were dosed on serum before glycoprotein enrichment (Additional file 3) and on the glycosylated fraction (Fig. 6a after WGA isolation. We confirmed the decrease of both proteins, in their glycosylated form, in patients at time T0 compared with HV (for CBG: P-value = 0.017; for LBP: P-value ≤ 0.0001). While, after treatment, values raised significantly compared with values at T0 (for CBG: P-value = 0.006; LBP P-value = 0.04). Furthermore, the glycosylated CBG and LBP showed a negative correlation with DAS28-CRP. The Spearman's rank correlation coefficients (r) were significant for CBG (r = − 0.298; P-value = 0.005) and for LBP (r = − 0.303; P-value = 0.004), compared with DAS28-CRP, in the R group (Table 4 ). Indeed, in the R group, the difference between T0 and T12 was significant (for CBG: P-value = 0.0006; for LBP: P-value = 0.04) while it was not in NR group (Fig. 6b ). 
Discussion
In the present work, we applied LC-MS/MS and immunoassays to monitor glycosylation changes during the course and treatment of RA. Indeed, glycan-modifications can underpin biological effects that initiate or alter the course of the disease. At present, studies were mainly focused on Ig [17] . Evidence suggests that the activity and the course of RA strongly correlate with the increase proportion of agalactosylated (IgG-G0) structures [38] , and treatment also seems to revert the agalactosylation process [6] . Glycosylation analysis is challenging regarding the plethora of glycan structures, also influenced by many factors [17, 39, 40] . For example, age and sex have a substantial effect on serum N-glycosylation [17, 40, 41] , and individual changes of IgG glycosylation are described in inflammatory response [18] . Therefore, the positive outcome of a glycoproteomic study is largely related to the quality of a well-matched patients cohort, as observed in our study. Another critical point is the glycosylation enrichment by lectins regarding to the risk of saturation, which can affect the differential rate between protein levels and which was controlled by western blotting in our study. While the glycosylated form of CBG was detected only in the eluate, glycosylated LBP has been found both in the eluate and flow-through, but with diverse molecular weight. Actually, two different glycosylation forms for LBP were described [42] , and WGA cannot recognise all glycans. WGA is a specific lectin with a strong affinity for sialic acid and in a less extent for N-acetyl glucosamine-containing glycans. Actually, by desialylation of the eluates, we observed that CBG and LBP isolated by WGA contained terminal sialic acids residues. Indeed, it has been estimated that the affinity of WGA for sialic acid is four times greater than that for N-acetyl glucosamine [32, 43] . ConA is a well described lectin with a strong affinity for mannose residues [33, 34, [44] [45] [46] . Both lectins were used in the explorative phase: (i) WGA for investigating the desialylation rate of glycans and (ii) ConA for its constant binding to mannose in the control and RA group. The rate of desialylated proteins after WGA enrichment in the RA group compared to the controls was calculated and normalized to the same ratio obtained after ConA enrichment. Nineteen glycoproteins were highlighted as potentially modified for their glycosylation status in RA condition. Some of them were already described as glycoproteins [26, 47] such as thyroxine-binding globulin or beta-2-glycoprotein [1, 48, 49] some others as being involved in RA pathology [29, 30, 50] (e.g. alpha-1-acid glycoprotein 2 whose fucosylation and sialylation have shown to significantly increase in RA) [51] or other chronic inflammatory diseases [52] [53] [54] . Two proteins, CBG and LBP were selected and confirmed by ELISA in the explorative phase, then validated on a larger cohort investigating treatment response.
Good and non-responders were defined according to the EULAR good response observed at T12 [35] [36] [37] . So far, it remains unknown why some patients better respond than others. DMARD, especially methotrexate, is currently the most applied therapy in the early treatment phase of ERA, even though response can differ among patients. Generally, patients with more active RA better respond to treatment [55] , as actually observed in our cohort. However, RA is a polygenic disease whose treatment response depends on many factors such as age, sex, psychological factors, disease activity and duration [56, 57] . Four major phenotypes of RA synovium have been highlighted: lymphoid, myeloid, low inflammatory and fibroid, each presenting various molecular and cellular heterogeneities that can impact clinical outcome to therapies [58] . To date, treatment is based on clinician's experience but a better knowledge of the relationship between pathogenic molecular drivers in RA and therapeutic response could guide to use more rational and effective treatment for different patients.
In the present study, inflammation level was also quantified by measuring the expression level of two acute-phase reactant proteins: CRP and SAA highly expressed in chronic inflammatory diseases, including RA [59] [60] [61] [62] . In our analysis, ERA patients exhibited raised levels of CRP and SAA compared with HV. After 12 months of treatment, the same expression was significantly decreased. Besides, CRP and SAA levels were significantly correlated with clinical parameters. Further, when patients were divided in good and non-responders, according to the variation of DAS28-CRP between T0 and T12, the decrease of CRP and SAA levels after treatment was not anymore significant in the group of non-responders, on the contrary to the good responders group.
Regarding to CBG and LBP glycoproteins, our study pointed out for the first time a modification of their glycosylation status according to ERA activity.
RA is extensively recognized as a steroid-responsive disease, and CBG is the major protein for binding, transport and release of anti-inflammatory corticosteroids. CBG is a highly glycosylated protein, with 6 known sites of N-glycosylation, for which N-glycans can modulate its function and structure [26, 63] . However, there is still little consensus on the role played by the glycosylation of CBG. It has been proposed that both delivery and binding of cortisol can be affected. Studies showed that the delivery of cortisol to inflamed tissues is related to the cleavage of CBG which can be reduced by altered glycosylation in RA. This can interfere with cortisol delivery contributing to perpetrate inflammation [25, 64] . On the other hand, N-glycans are necessary for steroid binding [26] and it has been suggested that glycosylation state could decrease during inflammation, affecting binding affinity of CBG [64, 65] . In line with this, we observed a significant reduction of CBG glycosylation in ERA patients compared with controls. This firstly emerged with LC-MS/MS analysis, and was subsequently confirmed by ELISA not only with the subjects included in the LC-MS/MS analysis, but also with the 90 patients and 90 controls enrolled for the validation phase. Further, we examined the effect of a 12 months treatment and observed that glycosylated CBG levels increased significantly, which confirmed that the altered glycosylation status of CBG was linked to RA activity. Moreover, there was also a significant negative correlation with clinical parameters such as DAS28-CRP and SDAI (Table 4 , Additional file 4). It is noteworthy to observe the marked and significant difference in glycosylated CBG level between non and good responders. Hence, these data contribute to sustain that, while total CBG levels are not
